Hypoxia inducible factors are dispensable for myeloid cell migration into the inflamed mouse eye by Gardner, PJ et al.
Hypoxia	inducible	factors	are	dispensable	for	
myeloid	cell	migration	into	the	inflamed	mouse	
eye	
Peter	J	Gardner1*#,	Sidath	E	Liyanage1#,	Enrico	Cristante1,	Robert	D	Sampson1,	
Andrew	D	Dick1,	2,	3,	Robin	R	Ali1,	2	and	James	W	Bainbridge1,	2	
1	UCL	Institute	of	Ophthalmology,	Genetics	department	(London,		(United	Kingdom)	
2	NIHR	Biomedical	Research	Centre	for	Ophthalmology,	Moorfields	Eye	Hospital	
(London,		(United	Kingdom)		
3	University	of	Bristol,	Academic	Unit	of	Ophthalmology	(Bristol,		(United	Kingdom)		
#	Authors	contributed	equally	
*Corresponding	author:	Dr.	Peter	J	Gardner		email:	p.gardner@ucl.ac.uk	
	
Supplemental	Figure	1.	Flow	cytometry	gating	strategy.	Flow	cytometric	gating	
strategy	for	myeloid	cells	in	the	mouse	eye	18	hours	after	EIU	induction	in	WT	
C57BL/6	mice;	(a)	live	cells	are	gated	using	the	DRAQ7	dye	to	stain	dead	cells	(b)	
singlets	are	gated,	(c)	based	on	event	size	and	granularity	debris	and	non	leukocytes	
are	gated	out,	(d)	myeloid	cells	are	gated	are	gated	away	from	retinal	cells	using	
CD11b	but	excluding	CD11c+	dendritic	cells	from	analysis,	(e)	cells	are	gated	for	
(NK1.1+)	Natural	killer	cells	and	(Ly6G+)	Neutrophils,	(f)	the	remaining	cells	are	gated	
using	expression	of	Ly6C	to	discriminate	(Ly6Clo-neg)	monocyte/macrophages	and	
(Ly6Chi)	inflammatory	monocytes.			
	Supplemental	Figure	2.	Assessment	of	EIU	at	48	hrs	post	induction.	Flow	cytometric	
analyses	of	(a)	absolute	cell	numbers	and	(b)	proportions	of	myeloid	subsets	
infiltrated	in	the	eye	48	hours	after	EIU	induction	in	LysmCre/+	animals	and	mice	with	
myeloid	cells	deficient	in	Hif1a	or	Epas1:	Myeloid	cell	populations	are	defined	using	
standard	gating	strategy.	Nφ	=	neutrophils;	Mo/Mφ	-	monocyte/macrophages.	
Graphs	show	mean	±	SD;	n	=	10	-	12	injected	eyes	per	group.	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
	
Supplemental	Figure	3.	Assessment	of	the	presence	of	HIF	knock-out	cells	in	the	
eye	during	EIU.		Flow	cytometric	analyses	of	GFP	production	driven	by	Lysm/Cre-
mediated	deletion	of	a	floxed	stop	codon	in	floxed	Hif1a	and	Epas1	mice.	Data	show	
the	proportion	of	myeloid	subsets	positive	for	GFP	infiltrating	the	eye	during	EIU	as	
compared	to	LysmCre/+	eYFP	reporter	animals,	a)	total	CD11b+	myeloid;b)	
CD11b+Ly6G	Neutrophils;	c)	CD11b+Ly6Chi;	d)	CD11b+Ly6Clo-neg.	Myeloid	cell	
populations	are	defined	using	standard	gating	strategy.	Graphs	show	mean	±	SD;	n	=	
3	-	5	injected	eyes	per	group,	Kruskal-Wallis	one-way	ANOVA,	*	P=0.0165.	
	
	
Supplemental	Figure	4.	Flat	mount	retina	controls	for	hypoxia	staining.	3-
dimensional	reconstructed	imaging	of	superficial	plexus	from	flat	mounted	retinae	of	
PHZ	treated	mice	either	unstained	for	hypoxyprobe	(no	anti-hypoxyprobe	antibody)	
or	PHZ	mice	following	two	i.p.	injections	with	hypoxiprobe	12	and	2	hrs	prior	to	
culling	and	Hypoxyprobe-competed	stain	and	staining	with	DAPI,	hypoxyprobe	and		
Isolectin.		
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Supplemental	Table	S1.	P	values	from	statistical	analyses	carried	out	on	EIU	
infiltrate	data.	Absolute	counts	and	myeloid	subset	percentages	of	total	CD11b+	cells	
were	compared	between	mutant	and	floxed	control	mice	as	shown	in	Fig.	1,	2,	3	and	
6,	using	multiple	comparison	t	tests	with	statistical	significance	determined	using	the	
Holm-Sidak	method	with	alpha	=5.0%	
